Background and aims: Hepatitis B virus-related decompensated cirrhosis is difficult to cure but has a high readmission rate due to multiple complications. Our aim was to investigate the diagnostic potential value of plasma diamine oxidase (DAO) for 6-month readmission of patients with HBV-related decompensated cirrhosis.
Introduction
Liver cirrhosis is a chronic, progressive, diffuse fibrosis of the liver which is mainly caused by hepatitis B virus (HBV) infection in China [1, 2] . Annually, 3%~5% of liver cirrhosis will develop to the decompensated state from compensated state, and the 5-year survival rate of decompensated cirrhosis is only about 14%~35% [3] .
Patients with decompensated cirrhosis would experience the frequent hospitalization and eventually die of ascites, gastrointestinal bleeding, spontaneous peritonitis (SBP), hepatic encephalopathy (HE), etc. [4] . Liver cirrhosis causes huge economic burden to society and family, decompensated cirrhosis causes more economic burden because of repeated hospitalization [5] . Therefore, it is very important to assess the liver function of liver cirrhosis patients in detail and clarify the factors of readmission. Currently, Child-Pugh-Turcotte (CPT) score system is mainly used to evaluate the liver function of liver cirrhosis patients, which reflects the liver function based on ascites, encephalopathy, albumin, bilirubin, clotting function [6] , among them, there are subjective factors for the classification of ascites and hepatic encephalopathy, which may affect the determination of CPT values. Further, the CPT score system is not based on the Chinese cohort, and cannot predict and evaluate the readmission rate of patients with HBV-related decompensated cirrhosis. Therefore, new indicators are urgently needed to assess the readmission to hospital and severity for HBV-related decompensated cirrhosis. At present, many studies have suggested that the imbalance of intestinal microecology is involved in the occurrence and development of multiple complications of decompensated cirrhosis [7] [8] [9] [10] [11] . The liver and the intestine are closely connected through the "Gut-Liver axis" [12] . In cirrhosis the intestinal microenvironment is directly or indirectly affected by liver damage and portal hypertension. Studies have shown that the stability of intestinal micro-ecological system is mainly related to the following aspects: excessive growth of intestinal bacteria, increased permeability of intestinal wall and decreased immunity [13, 14] . Increased permeability of intestinal wall can cause intestinal bacteria or their metabolites to shift and enter the body's blood circulation, entering the liver through the portal system, further impairing liver function, leading to complications such as SBP, HE and other complications [15] .
DAO is a kind of protein with molecular weight of 84, 000 [16] . DAO is a highly active intracellular enzyme, closely related to nucleic acid and protein synthesis in the intestinal mucosa. Luk GD et al. first confirmed that plasma DAO is an indicator of intestinal mucosal maturation and barrier function in rats in 1980 [17] . Subsequently, many scholars confirmed that the changes of DAO activity could reflect the damage and repair of intestinal mucosal barrier function [18, 19] . So far, plasma DAO level has been demonstrated to be related to the development, progression and prognosis of many diseases, such as lung small-cell carcinoma and inflammatory bowel disease [20, 21] . Our previous work demonstrated that plasma DAO level can predict the short-term survival rate of acute-on-chronic hepatits B liver failure (ACHBLF) [22] . At present, it has been suggested that plasma DAO level is related to liver cirrhosis [23, 24] .
However, there is no data on plasma DAO as a biomarker for predicting readmission rate in HBV-related decompensated cirrhosis. In this study, plasma DAO levels in decompensated cirrhosis patients were measured to determine whether the plasma DAO was associated with the severity and complications of HBV-related decompensated cirrhosis. In addition, decompensated cirrhosis patients were followed up for at least 6 months to further evaluate the diagnostic value of DAO as a [26] . The exclusion criteria were as follows: (1) alcohol abuse; (2) confirmed to merge with other hepatotropic infections; (3) autoimmune liver disease; (4) reject participate in this study.
The start date of follow-up was the diagnosed date of HBV-related decompensated cirrhosis. All decompensated patients were followed up by telephone and the hospital case retrieval system for at least 6 months. The end point of follow-up was readmission to hospital or not. During the follow-up, 7 patients died before the discharge, 12 patients were lost follow-up because they could not be contacted after discharge.
Measurement of plasma DAO level using enzyme-linked immunosorbent assay (ELISA)
On the morning of the second day of admission, 5 mL of fasting venous blood of study paricipants with EDTA as the anticoagulant was obtained. Centrifuged at 2000 r/ min for 5 min at room temperatureand and stored in refrigerator at − 80°C. The plasma DAO level was determined using the highly sensitive Human diamine oxidase (DAO) enzyme-linked immunosorbent assay (ELISA) kit (Lengton, shanghai, China) according to the manufacturer's instructions. Briefly, 50uL standard, 40uL plasma samples were added into 96-well plated, respectively, 10uL anti-DAO antibody were added into the sample well, 50 uL Streptavidin-HRP were added into 96-well plated, respectively. The wells were then covered with the seal plate membrane, gently mixed and incubated at 37°C for 60 min. The contents of the wells were then aspirated and rinsed with wash buffer repeatedly five times. 50 uL of detection reagent A was added to each well, and then detection reagent B 50 uL was added to each well, and incubated for 30 min at 37°C. Finally, 50uL stop solution was added to each well to terminate the reaction. The absorbance (OD value) of each hole was measured sequentially at the wavelength of 450 nm within 10 min, and the DAO concentration was calculated. The sensitivity of the DAO ELISA kit is 0.78 ng/mL.
Clinical characteristics
Alanine aminotransferase (ALT), aspartate aminotransferase (AST), total bilirubin (TBIL), albumin (ALB) and creatinine (Cr) were measured by COBAS integra 800 (Roche Diagnostics, Germany). PTA was quantifified using ACL TOP 700 (Instrument Laboratory, Lexington, USA). Hepatitis B surface antigen (HBsAg) and hepatitis B e antigen (HBeAg) were measured by COBAS 6000 analyzer series (Roche Diagnostics, Basel, Switzerland). HBV-DNA load was measured by ABI 7300 PCR System (Applied Biosystems, USA). WBCs, HGB, PLTs were measured by Sysmex XE-2100 (Chuoku, Kobe, Japan). All the clinical parameters were measured using (See figure on previous page.) Fig. 2 The relationship between DAO level and clinical parameters in HBV-related decompensated cirrhosis. a, The plasma DAO level of readmission group with 6 month was higher than non-readmission group (P < 0.001). b, The plasma DAO level of SBP group was higher than non-SBP group (P < 0.001). c, The plasma DAO level of GI bleeding group was higher than non-GI bleeding group (P < 0.05). d, The plasma DAO level of HE group was higher than non-HE group (P < 0.01). e, There was no significant difference in DAO level between ascites group and nonascites group (p > 0.05). f, There was no significant difference in DAO level between HBeAg possitive group and negative group (p > 0.05). g, There was no significant difference in DAO level between HbeAg possitive group and negative group (p > 0.05). h, There was no significant associations between DAO and ALT (p > 0.05). i, The DAO level was positively correlated with AST (r = 0.268, p = 0.002). j, The DAO level was positively correlated with TBIL (r = 0.493, p = 0.000). k, The DAO level was negatively correlated with ALB (r = − 0.305, p = 0.000). l, The DAO level was negatively correlated with PTA (r = − 0.233, p = 0.007) standard laboratory methods at the Department of Laboratory Medicine, Qilu Hospital of Shandong University.
Statistical analysis
The IBM SPSS19.0 software (SPSS Inc., Chicago, USA) and MedCalc 15.6 software (MedCalc Software, Ostend, Belgium) were used for statistical analysis. The Kolmogorov-Smirnov test was used to determine whether the data came from a normally distributed population. Categorical variables were represented by frequencies (%). Continuous variables were represented by median (centile 25; centile 75). Chi-square test was used for Categorical variables, and Mann-Whitney U test and the Wilcoxon signed rank test were used for continuous variables. Spearman correlation analysis was used to analyze the correlation between DAO and clinical and experimental data. Univariate Cox proportional hazards regression analyses was used to determine the risk factors for readmission of HBV-related decompensated cirrhosis patients, and covariates with P < 0.05 were incorporated into the multivariate Cox proportional hazards regression analyses to determine the independent risk factors for readmission of HBV-related decompensated cirrhosis patients. Receiver operating characteristic (ROC) curve was used to evaluate the diagnostic value of DAO in the readmission of HBV-related decompensated cirrhosis patients. The readmission time for the cut-off values was compared using the Kaplan-Meier method. Bilateral P < 0.05 was considered statistically significant.
Results

Basic parameters of the reasearch population
This study includes 135 patients with HBV-related decompensated cirrhosis. Meanwhile, 120 HBV-related compensated cirrhosis patients, 70 CHB patients, 40 HCC patients and 12 HCs as controls. The basic parameters of the research object were shown in Table 1 . The 6-month readmission rate for patients with HBVrelated decompensated cirrhosis was 26.7%(36/135). We compared the clinical indicators between readmission group and non-readmission group, as shown in Table 2 .
We discovered that the readmission group had lower median levels of ALB [30.9 (26.7-34.6 ) g/L vs. 34.6 (32.0-37.9) g/L, P < 0.05] and HGB [115.5 (89.5-129.8) g/L vs. 125.0 (111.0-137.0) g/L, P < 0.05] than nonreadmission group. Meanwhile, in readmission group, the incidences of SBP (27.8% vs. 11.1%, P < 0.05), GI bleeding (41.7% vs. 12.1%, P < 0.001) and HE (27.8% vs. 8.1%, P < 0.05) were higher than non-readmission group. The rate of Child-pugh socre C level was higher in readmission group than non-readmission (55.6% vs. 25.3, P < 0.05). There were no significant difference in sex, age, HBeAg, HBsAg, HBV-DNA, ALT, AST, TBIL, PTA, Cr, WBCs and PLT between readmission group and non-readmission group.
Plasma DAO level of study populations
We detected the plasma DAO level of all study population. The DAO level of readmission group [21.1 (14.5; 29.0) ng/mL] was higher than non-readmission group [12.7 (9.3; 18.0) ng/mL, P < 0.001] (Fig. 2a) . The plasma DAO level of patients with decompensated cirrhosis [14.6 (10.4; 20. 3) ng/mL] was significantly higher than patients with compensated cirrhosis [9.4 (6.2; 13.5) ng/mL, P < 0.001]. The plasma DAO level of patients with liver cirrhosis [11.8 (7.9; 17.7) ng/mL] was significantly higher than CHB patients [4.9 (3.3; 6.9) ng/mL, P < 0.001], and Fig. 2b -g. DAO level was positively correlated with AST (r = 0.268, p = 0.002) and TBIL (r = 0.493, p = 0.000), negatively correlated with ALB (r = − 0.305, p = 0.000) and PTA(r = − 0.233, p = 0.007). However, there was no significant associations between DAO level and ALT (r = 0.083, p = 0.336) (Fig. 2h-l) .
The plasma DAO level was an inependent risk factor for readmission within 6 months of HBV-related decompensated cirrhosis
The 6-month readmission rate for patients with HBVrelated decompensated cirrhosis was 26.7%(36/135). Among the readmission patients, 5 had HE, 3 had HE with ascites, 1 had HE and GI bleeding, 12 had GI bleeding, 3 had GI bleeding and ascites, 2 had ascites,10 had ascites and SBP, as shown in the Table 3 . We used univariate Cox regression analyses to detemine the risk factors for 6-month readmission of HBVrealted decompented cirrhosis, as shown in Table 4 . The plasma DAO level (HR = 1.126, P < 0.001), the Childpugh score (HR = 3.700, P < 0.05), GI bleeding (HR = 5.179, P < 0.001), HE (HR = 4.375, P < 0.001), SBP (HR = 3.077, P < 0.001) and HGB (HR = 0.979, P < 0.05) were the risk factors for the 6-month readmission of HBVrelated decompensated cirrhosis. Then the above risk factors were analyzed by Cox Forward regression analyses, and it was found that the DAO level (HR = 1.102, P < 0.05) and HE (HR = 6.018, P < 0.05) were independent risk factors for readmission within 6 months of HBV-realted decompensated cirrhosis.
To further determine the relationship between the plasma DAO level and the causes of readmission within 6 months, Cox regression analysis was performed for readmission of different causes. In HBV-related decompensated cirrhosis, plasma DAO (HR = 1.184, P < 0.05) was an independent risk factor for readmission due to HE within 6 months, as shown in Table 5 . Plasma DAO level was associated with readmission due to ascites within 6 months, but was not an independent risk factor, as shown in Table 6 . Plasma DAO level was not associated with readmission due to GI bleeding within 6 months, as shown in Table 7 . Plasma DAO was associated with 6-month readmission due to SBP, but was not an independent risk factor, as shown in Table 8 .
The value of plasma DAO as a biomarker in the readmisson of HBV-related decompensated cirrhosis patients within 6-months
The readmission rate of HBV-related decompensated cirrhosis within 6 months was 26.7% (36/135 Fig. 3b .
After 6-month follow-up, 6 of the 36 readmission HBV-related decompensated cirrhosis patients were readmitted due to HE. The DAO level of recurrent HE group was higher than non-recurrent HE group [29.7 Fig. 3d .
Discussion
HBV-related decompensated cirrhosis is often accompanied by gastrointestinal bleeding, hepatic encephalopathy, spontaneous peritonitis and other complications, resulting in repeated hospitalization [27] . Thus causes the serious economic burden to the society and the family. At present, many models and markers have been used for the prognosis of decompensated cirrhosis and the diagnosis of readmission [28] . In recent years, Many researchers have proved that gut flora disorder exists in liver cirrhosis patients [11] . In addition, intestinal microecology is related to the complications of liver cirrhosis, such as SBP, HE and prognosis of liver cirrhosis [29, 30] . Plasma DAO is the most sensitive indicator to predict intestinal barrier function [19] . Our previous study confirmed that plasma DAO could be used as a biological indicator to predict the 1-month mortality of acute-on-chronic hepatitis B liver failure. However, there were few studies on the diagnostic value of plasma DAO level in the readmission of patients with HBV-related decompensated cirrhosis within 6 months. This study found for the first time that the plasma DAO level in HBVrelated decompensated cirrhosis patients was significantly higher than that in compensated cirrhosis patients. After 6 months of follow-up, the plasma DAO level of the readmission patients was significantly higher than that of the non-readmission patients. We confirmed that plasma DAO level was an independent risk factor for 6-month readmission and predicted readmission for HBV-related decompensated cirrhosis with 6 months. Imbalance of intestinal flora is involved in the occurrence and development of a variety of diseases [31] . The liver and intestinal have a close anatomical and functional relationship. Intestinal microbiota play an important role in the development of liver cirrhosis through the gut-liver axis and microbiota-liver axis [32, 33] . In patients with HBV-related cirrhosis, there are changes both in intestinal flora outcome and function [34] . Portal hypertension and intestinal congestion can lead to increased permeability of the intestinal wall [35] . When intestinal wall permeability increases, intestinal bacteria and their metabolites are more likely to enter extraintestinal organs, thus inducing complications such as HE and SBP [36] . Overgrowth of intestinal flora, bacteria translocation and increased permeability of intestinal wall promote each other, thus forming a vicious cycle [37] . Therefore, changes in intestinal wall permeability play an important role in HBV-related liver cirrhosis [15] . At present, the detection of intestinal wall permeability mostly used the indirect method. Plasma DAO was the most sensitive indicator to predict intestinal barrier function.
Our study found that plasma DAO levels were significantly elevated in patients with SBP, GI bleeding, and HE. Therefore, in patients with decompensated cirrhosis, plasma DAO levels reflect the severity of cirrhosis in patients. TLRs (Toll-like receptors) are natural immune receptors in the liver, mainly expressed in Kupffer cells, endothelial cells, dendritic cells, bile duct epithelial cells, hepatic stellate cells and hepatocytes [38] . There are many pathogen-associated molecular patterns (PAMPs) in the gut, and these PAMPs cannot reach the systemic circulation due to the presence of intestinal barrier function. Lipopolysaccharide (LPS) is a component of the cell wall of Gram-negative bacteria and is currently the most studied PAMPs. Studies have shown that when the intestinal barrier function is impaired, LPS enters the liver through the portal system, inducing activation of liver macrophage Kupffer cells. Kupffer cells trigger the release of factors such as TNF-α through NF-κB-mediated mechanisms which activates specific intracellular pathways through cascades, induce apoptosis, cause liver damage, and aggravate cirrhosis [39] . On the other hand, LPS, as a hepatic toxin, causes an acute inflammatory reaction in the liver, which is characterized by polymorphonuclear cell aggregation, neutrophils releasing reactive oxygen metabolites, proteases, etc., causing liver damage to be aggravated [40] . Our study found that in patients with HBV-related decompensated cirrhosis, plasma DAO levels were significantly higher in patients who were readmitted after 6 months of follow-up than those who did not. We used the Cox proportional hazards regression model to find that plasma DAO levels and HE were independent risk factors for readmission of patients with HBV-related decompensated cirrhosis within 6 months. Considering Child-pugh scores commonly used for liver function grading in patients with cirrhosis, we used K-M survival analysis to analyze the diagnostic value of plasma DAO levels, HE, and Child-pugh scores for readmission in patients with decompensated cirrhosis. We found that the AUROC of DAO was significantly higher than the HE and Child-Pugh scores. The reasons for readmission of patients who were readmitted to liver-related diseases within 6 months of follow-up were mainly HE, SBP, GI bleeding, and massive ascites. Analysis of the reasons, mainly have the following points: Liver cirrhosis and portal hypertension affect intestinal dysfunction, abnormal secretion of bile salts, leading to excessive growth of intestinal bacteria [33] ; Intestinal flora structure of patients with cirrhosis and functional changes, such as the increase in the number of pathogenic Enterobacteriaceae and Streptococcus [9] [10] [11] ; Increased intestinal permeability, leading to intestinal flora translocation [41] . Ammonia has long been regarded as a core factor in the pathogenesis of HE in patients with cirrhosis. The ammonia in the blood circulation is mainly derived from the decomposition of amino acids in the intestinal bacteria and the intestinal circulation of urea [42] . When the permeability of the intestinal wall increases, the amount of ammonia in the intestine increases, which increases the risk of HE. SBP is a dangerous complication of decompensated patients with cirrhosis [43] . Gram-negative bacteria are the most common pathogenic bacteria of SBP, accounting for about 80%, especially Escherichia coli [44] , so it is believed that the infection of spontaneous bacterial peritonitis is mainly intestinal infection [45] . The translocation of bacteria to the mesenteric lymph nodes is an important starting point Fig. 3 Sensitivities and specificities for plasma DAO for predicting 6-month readmission of HBV-related decompensated cirrhosis patients (a). Kaplan-Meier readmission curves for plasma DAO at the optimal cut-off value 19.7 ng/mL at the end of 6-month follow-up (b). Sensitivities and specificities for plasma DAO for predicting 6-month readmission due to HE of HBV-related decompensated cirrhosis patients (c). Kaplan-Meier recurrent HE curves for plasma DAO at the optimal cut-off value 21.04 ng/mL at the end of 6-month follow-up (d) for SBP [13] . SBP is associated with impaired intestinal motility, intestinal bacterial overgrowth and intestinal barrier dysfunction. Intestinal barrier dysfunction is the most critical link. When intestinal barrier function is impaired, intestinal bacteria are increased. The possibility of translocation to the mesenteric lymph nodes, which has been confirmed in the rat liver cirrhosis model. In the mesenteric lymph nodes of a mouse model of cirrhosis, the researchers found bacteria homologous to spontaneous peritonitis [46] .
To further validate the diagnostic value of plasma DAO for patients readmitted with HBV-related decompensated cirrhosis within 6 months, we took plasma DAO level of 19.7 ng/mL, sensitivity of 58.33%, specificity of 84.35%, as the cut-off value of patients with HBV-related decompensated cirrhosis within 6 months. We found that the readmission rate of DAO > 19.7 ng/ mL patients was significantly higher than that of DAO ≤ 19.7 ng/mL group, and the cumulative readmission time of the two groups was statistically different. In summary, plasma DAO can predict readmission of patients with HBV-realted decompensated cirrhosis within 6 months.
However, our study had some limitations. The first and foremost, we did single-center research, not multicenter research. Second, this study without cohort validation. Third, the exact mechanism of DAO involvement in the process of liver cirrhosis was still unclear, and we will continue to conduct further research on this issue.
Conclusions
In summary, we first demonstrated that the plasma DAO might be predict the readmission with 6 months of HBV-related decompengsated cirrhosis. Plasma DAO level > 19.7 ng/mL predicts high rate of 6-month readmission in patients with HBV-related decompensated cirrhosis. 
